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crass-rfcRetivity that indirect sssthod cm give 1a 
p-osativs results » 

It is al&o kjscwn U; ^r*?n far retroviruses by 
assaying tor tbe eti&yffie reverse transcriptase- To do 
5 tfeU The virus must undergo replication to provide 
sasiugh reverse transcriptase to alio* positive 
identlficatioa , 

It is fcaovu that ic genetically susceptible asic* 
& virus, Curiae fR&^&ry tamer virus , KMTV > caa fc£ the 
10 cause of breast cancers, th* virus lining delectable in 
t&e [Jiataauiry tviisor csih of tk© isis^cttad Jti^- 

If i& iurthcr knowft that virus particles o£ type 
C Borphology can be e»napc*<s in raaa^sary tumor cells oi 
scice t&a use- ot adroROcerticoids. The us* of thfesa 
|& hoyaiorses results in increase** prodwciioa of virus 
rel»t»ii RNA-ctependea DSA polymerase, MSHV specific 
«&tigens. ana 8 particles. this sho*» wher» the 
syRU»etic (tiucocorticoid bonaone. siexsiaeth&seae, was 
ttseU in cuKurss, o:r iodedeoxyuridins ( 1UDR) stiaiul&teii 
20 Juouse aaanaary turaour ceils. In thsa* exjrer inserts 
tiaKara<3Chaaon« was *£ded to the growth bisque; after IUBR 
tre!rtJB*at, lUiiR b*ia« itaown to act as ais iaducer of 
leuketaia a&d herpes viruses- tFinfc et si. June 1974, 
J&urnrii oi the National Cancer Institute 52.. 6 f pag<s& 
25 18S1-1884). FurtherBiOre, ia eel 3 U&es atvi primary 



t\5>'40t!f- !ic:iV«^ iroti r,H^K3.ry tumours uf severe* 
^tr^iii* tti Amount or \ iru* product tor* 

ootulatea hit« lb* if-vol cf virws-^patifi ' R«A. Th ^ 
suggests that la tbefn? e^lls, transcript j tnal cvuitrol^ 
arr ot |>r i sfiary mpr* Ur,ev n rsgi:UT^£ *h«? s^odt:c--cn 
of KKhV. IvE-erircetno with cjMi&a^thasoEic \<l bycs^etvC 
^ueoeorticonr* support ttua iC-ti^ K.^tf cells tro^teU 
with the fcorLj'ti? lohus* pctraKei: uior^&ses in viru^ 
aroauct or sns ^tf^cel lu i-a? virti^specJ f *u tfNA. in 
CmSI*W, i ly^h^iaA cull iiuv tS4£H deiivcd from & 

yro'lUi^sr uxt.crely 'fl* levels o; virut-'. In 1 : c$e 
ccU* necba^iac*. oth^r thar, tmsuri-rio^: centres 
tsa> be ir,pcrt&tt in rsgyUt^fc viru* production. 
^Hn^olc .biz, ^iv&lc&y pag^s 133-147,', 

However, Mi'TV ditfetv bevir*' rc-^eti, £r>^ 

cU*r ambers of tV r^trcvtttus fa.nil>, 1\? ewpl*. it 
trU^CtV a high Widish© RuuU&rT adeno.-ar^-t.^cm^ as 
i.o the sftor N auasmon louk^asiss tasiv? ^r^a^a^ 
&«siV*<it*-d witt tth*r re trr viruses. OioKtfoa 
Journal of Virology January T( |fs.^->^ 3*v-4n. 

1% is kuo<sn. that bUx I^uk&cj-TSr- deluding 
.tiouecytes itr^ *ttr,irt^d v *o diseased r^ior«; <>? ths< * ,>dy 
t rehouse or^raot<*ot3C a^Mn. i ? 1 -£r 4 ]c .idst*, ft al. 
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Tt,*" teuk&^Us, *rt mi to ncoc-p 

ei^s. fco-^er it Has * apx -s^n?** Ivft srs<-*o tf^t 

^ij.^tj- ref vitro u^W an urder a^a^o^e t@o^*3i.e: 

tn^kroo-s- 4'^ ^ii^^ to ek aoruek. v* iu&UJ* of 
jt<c:o.,l.^ v-t^uc tur en nucvti-^ ,,U^rr^^ t^> 
e. It ^^o"r^ 0 a I V5<_t .oil* I, ^7™?'\ x 

jsjotiO'cy tss are 

i > A ct .a o-l-Jl^r a nuuiij, 

frcrs virat r'Nt.Tio^ ronoo; ma> pro>h s-i 

in^tes^t it a: our -noitl®>i> t ^ a rwi fc ul t" l-i to 

AJi-ity to icr giant i-plls suio i'i o^citMtcd fit^^t 
aud pfi^oc les\K. but ** i'rsae •? j.lt»elf *t> trtR*»i *is,<.at- 



A link casi therefore De deduced fee-twees breast 
ttf,«r asd depressed Gionaeyts functions in pxtleats 
suffering from breast cancer. The question win eh has 
to be answered is whether a retrovirus cuuld be showa 
to be that lick. 

It has no* been surprisingly lousid that 
IsiCiib&tioxs of monocytes tak«n froai patents with sxNsast 
cancer, in a vulture Eiodiuai coritaifting ilexswrethascne-, 
Pisorbol &>ri state acetate or 5' usacytidine Xot 6 days 
caused release of particles ia tiie supernatant *hicb 
showed reverse transcriptase activity aa£ hence 
indicated a retrovirus to be present. Tlvls result was 
all the raore surprising when It is considered that no 
activity could be detected when a aorntai incubation 
period oi Us hours was used aa3 tii* activity «as very 
low *-he« Qexwaechajsooe, Pfcorboi avyri state acetate or 5' 
asacytidiae «as oasitted fuoisi the Uiiiibatioa mixture. 
Ibis, is unlike the cass w&aa adrenoc&rticGids wore used 
Lo enhance WTV detection in cultured taurine sarciaoffii 
cells ia which detection could be made *Uhm short 
incubaUoB periods, Furthermore, when 3' azacytidiue 
or Phorbol jgyri state acetate s&s added to souse jaaxraary 
tiisour call cultures, reverse transcriptase activity 
doubled co^parsd wsth the ssse cell line iacubated it* 
tb« presence of dfcx&safetnasqae . Co&verssly ► tile reverse 



transcriptase- activity r<?l£&is.od by mo&ofiuc^sr 3ti i Its 
Irosa patients witfc breast cancer 4 to 7 ti&es- wis**, 
these cfeU* vsrs iacub&ted in the pi^^oee of 
asacytiuiftS 1 , waile the activiiy incr-e^s^ 60 to 220 
liases wIisr I «U« ssrs incubiileci *r- tho presence 
-*f Phorbol iayjf^t&t(* acetate compared ch sanx- ssasoles. 
ir^iftutou in trie presses of d*xai5«ahifcS0Tu , 

lr> acx rd&noe uith ^iss et^odirfh^nt o£ the present 
iav*nt ;r<r> th^ra is provided a method of forsRSRg a 
rfctr^virus-cuntaiaing Irac-Tioji iroi? aonccytes or 
raonorsuc iesr r^ib cmstaiising said vxrub tt-mpi i&iag a 
preparing a s^ysnsion gf a*r.&.rated -j-oswNtss or 
asonofUcl^&r Cells iii a culture ?sci3iiiE ( iimub&tifcg. said 
culture fend separating the culture su^iern&t&M frosi 
said incubated caU*ir* t ciiarac* efiJffiJ in tiu.t &rs 
sfrectiv? ajB^ur.t of glucocort i-sr>id or of a l^ukcrsia or 
other vir&l or r^trovirs.! mducnij drv:g is adited to the 
£iisp$»sio3i before and /or during: she itscusvaiier* of said 
cultures, and if desired sei &r suing & 
rtjtroviru^-CK-nt&iaisig traction frora tne s*<pu.rated 
supernatant » 

Is s^ther esibe^isenfc the in\-tiHu;ti pr-victes a 
s^ftKqd of detecting the prs-so^ee of retroviruses in 
iBoiKoyfces or sbOGOrtuo'.ear cells *;i1ch is ch^r&ct eriacd 
subject iag & culture of finld cells to ir.cubsUoa %a 



tho cress ace of « glucccor sicoii horsmru 1 or active 
a&riv^cive tMrsof or of a loukersjis or other viral or 
retroviral inducing Uriifi to forra a retrovirus- 
contaiiiiue -fraction aftd subject tr»g the fraction to test 
jjroc^eiiifes for detecting said virus. 

la another ftasbothwent the present invention 
provides a tsethod of screen im bust&n beings tor ths 
presence of retrovirus characterised by subjecting * 
euivure of taonocyi<»s or ascRonuclear cells, ta&en trosrs 
the individual to by Bcrseft&d to U equation it" a 
culture ii! UK* presses of &n u?ftousit of a 
glucocorticoid or of a ieukgssia or othor vir&l or 
retroviral iiiducieg agent sufficient vfieft retrovirus is 
prtsfcnt to give rise in the sujjeniataat Co particles 
containing said retrovirus and subjecting said 
particles whsfi pr&seRt to a test procedure wbich 
detertiiiRfcs the presence of said virus. 

In r further ercho4istsnt tho present invention 
provides a sustbod of converting a non-detectable forsr. 
of retrovirus to a cXU&osabU forsi of s&id virus, 
characterised ijy subjecting a specimen coppri&ing 
ttonocytfeS or asoRonuClear coils containing & 
son-detectable fora of said vims to incubation in a 
culture meniuis preferably tor a period great&r than 18 
hours. ii, She preseace of s glucocorticoid or a 



l?ulm?pii» or o^her vir&I or rs^t re viral inducing ag€*«T to 
giVi? tf.f a fraction corstiiirc ifig a detfictablfc torn at 

said vir«». 

TSi«* invention si so provides a vehicle for 
&t£n>ctH.g said conversion fros: a BGR-det salable fyrra of 
retrovirus to s aet^et&bit* lorr. which comprises a 
allure Eieal&sft eo&itai::mg an «fi^otl*»s acouat of 
^iuk 4 ocjorticoiu ayruifi? or an active d^rv^ive thereof 
or oi a leuk^R. i ^ or olher vlr: 5 l retroviral iflckicisig 
sgferst 

iit^ gSuoocor'icoi-J asrtsi&r.e ra&y for e^mple. 

in th ra f^rn the synthetic -.3 rug. d^JtaiaethaSM^ and the 
I «n: Hernia or viral indued ag<?fit, aay N= t tor example, 
$^traii«csisoyl p^rm; f "i acetate, especial!;' PLurbaL 
g-yri state acetate {IPAj, azaeyt. idlns . 

By way of ex<a.3p;.e only, taore s*peei!"ic ^bGditsierA** 
oi tne pr*si«fiit location vfUA no* bt- atssuribed: 

In accordance with caf fiaor* speciitc *sabo<iiEicct 
«&^6ciAllyS' pKSnr^idiac, asiUopftlfcrin , 8-s.aaguasiine , 
azaser-iRS 1 , 2 - a is 1 ski - £ -ase r e e y t opu r i n e , 

<?„rbti\yotfeyl-fe&; ^-asrinobutyrlo &c-M, iiaaecolciRe , 
diasoehyl sulfoxia*, oy&bair M polyfitfiyleneslycol. 
pr1 staae or oihcr viral or retroviral stipulators* 
preferably tor periods >>f 3 to wi days cf tas present 
invention trstre pr-jvideu a ra-ss* Jaosi cf forming a 
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rstrovirifs-c^fitaiiiing' fr^tie^ fross SBonocytafc or 
Kwtsocuclear c«l)s os* preferably but not essentially 
purified aoaocytee ecfitainiEg said vis if a comprising 
preparing a susj>«?fisio& oi separated aienenuclear cells 
or purified adenocytes in a culture isediuta* in cub at lag 
said culture and separating the culture, characterised 
is that an elfectivs amount of deaaasetaaasris, Paorbol 
ityriatate acetate or S s asacyl idiae is adOs-d t:o the 
suspension be fori? aad/or during tha intubation of said 
^Uurss, afid if deal red s^i-arsting a 
retrovtrua-containlt^ fraction froic the separated 
supernatant, la a preferred erabodi ffie-nt , s&id culture 
jpss-d i uiis ao3spris<5s gala's mediae supp lasers ted with 10 
per cent foetal calf ssruai, said i acuta* 3 on tiiaa is 3 
to 30 days, preferably 6 days sad said effective amount 
of Phortael ley r 1st ate acetate is 3S0 rs£ per sA 
Incubating culture- Eiedium, The incubation is 
preferably carried out at substantially ^? dagraes C 
arsd irt afi atssoapher* Of 5 per Cfcat COg in ait. Said 
retroviras-flGntfliniftg fraction is separate preferably 
sbougSi not iitacessariiy by filtration aseasi$ t filtration 
preferably being carried out with a 22^ am fiHer. 
Sit id filtrate is ce-ntrifuged at high speed, preferably 
at 10,000 0 tor 5 to la minutes, and raaintainiiwi a 
temperature preferably of 18 depress C and tbe peiiet 
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bsing s\ispci5i=itd is:: a. suitable iseeLixt^i n& required. 

X a gather more specif It fcnabodiaseat tbfc invention 
provides s Hss-Lhod tjf rj&tecti&s tb& pr&sesce of 
retrovirus^ in snonocytes said method comprising 
incubating said culture cells in the preside of 
Phorbul Eiyristata seethes (330a Eg per jal o£ incubating 
utediius, ICT^S aexaeieihasoti* or 15 juM of 5' &*acy£idi&<5 
as hereinbefore daimed, said retrov \ rus-eontaiiUfc-B 
fraction being subjected ta detection saeaiis. Said 
detection means preferably comprises a reverse 
traascrlj^&se assay ► Far said £is*a^ xb-s resuspe^dsd 
niKb-iipeeed pisU*>£ obtained ft obi th«* supernatant is 
disrupted by ™e addition of * ncti-ionic detergent, 
preferably NP40 <fisi&i concern; rsts.cn 0.2% v/v) and 
dithiothreUol (PIT) (final concentration &0jr&S) and 
incubated under suitable conditions , preferably at 20 
degrees C for 15 aiautes. The reverse transcriptase 
activity is £b&fi measured by a siaad&rd assay procedures 
using x»w dtvaiect Mg£+ due to its pre? ert-titial 

effect *itti the hiuawi Cflls. As aa alteraativa an 
assay proCftdur* usia* Kb34 jpay also b* used. Thus, 
said revprse transcriptase activity is assayed by 
^assuring the is^orporati&ii of radio&cti vely labelled 
deoxycytidiise triphosphate fdCTP) iato 

BCi<H?r*cipitabU material, dspead&ai the presence 
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of a synthetic tUU template. Tin? j-^&ctiosi contain? 
a final volume ot 1&0 jil . 45 ^1 of extract, 5 jkjoI 
"tyis ,, -HCi pM 8.3, 5 ^litiol . 2.5 juswl DDT , Q. f 5 jittol 
MCi 0 , (J, lb jlikoI oach deoxy&<i«saosia« triphosphate 
(dATP) , deoxy thymidine triphoa^R&t* idTTlO , 
dcoxy^us-fiti &in® t r ip o sp ns.t e ( dC> TP 3 , 0,05 jii&o 1 v! OT P , 
? pCi. Caiman ^ p) dCTH f.SOOfc Ci/twsiulj, U.o ^ 
ssUgodf^xycyt isyl to acid {oUgtf d tp c ") } t 0,£i, 
p&SySU&Bylic 30*\3< ^>A£:t±o& is incub'M 37 

tigress C for I hvjur, The rcsLcUon is sto^p^ by the 
&ik!itios of 0.4 ml of l£ percent (*-v) i~r3 chloroaeetic 
acid iTCft* acid 35 ;jg of en If shy ems DNA. The JWiA was 
precipitated ever&igat at ~ 20 degrees C. The tXVA was 
sonicated at periods betvf^a 5 to i ass mi t* preierasly 
s^coiids. Tni precipitated radioattiv* M& in 
coU«ot«d by filtration onto a QF/C glass-fiyr* fiUsr, 
and 7M,%tsed v>lth 30 M of 5 permit ^w/v) TCA, tno 
radioactivity on the filter was ajeosur^d by sstiik vt * 
sciRtillatiofs counter. 

'S'hiSs? d<?C^ftioa bas fceea. described by the aseams 
of the afoTRgoiKg e\aaple ( altsrajvUve detection r.eans, 
sui.ti as negative staining &ioctroa pj'eros-opy the 
pel 1st present In tfee supernatant oi incubated 
Basocytes or taonoauclear cells' eWetror, (Gicmscopic 
exasnfi&fcion of inciiDateit asot*cn;ytss or sjion^siisclts&r 
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cells, C> ^j^^rti^s ;» its- ji Ovjtn ^e- ical * , 

p?mr^l£r±/ ^ a ^ tjolc* or iJ9iJLJ-.Jrti staining 
tariluT^ trehh nmoc^ %®& or jr-.no ik*^-* cr*"* 

cpU $jii?atija f> jr-^o^tfr*- t r «t.i tiger «.*tii.0(ii 
p*r+*OR. tor tvn pie, p^roxid^s s^pe ojuiiape , 

Avii*JU-M». Lir or ^vo^sbk^l b.st^^ (ULIE*,. 

kiUv, s>If, i&tu l- 5 ir&esa, ^wu^, tlaep, 

swim or Kice« 

t T 3.1 -tn*:~ rvrf> ^ Y'f ir e-s.fu* s».: v* x 

pr-^or iiff-rvicR, t^i £■■*-«■ *,e ^rc^ ■» ml "her ^£ 

screws Ywrzr 1 thJ preset u rets*f\iru. 

-ass f-t^t a *.r>u-% -aval *vf >o s-r^^ref 1 &<* 

as sua retrovirus* 

Ir t 'anhr gi<_re &E^ific tTOCvt* . t t>t ^it. i"^)'t 
lmenou -o^iaefe. a net boa of ^^v^Uw a 
ajk-Ht <ti^le Sc^t ot totrewr i to a o^1e su ► ^crr 
of ssuo. virus by a* b cctmK inMr^eyt*** co tiu^irf a 
riir-«( , vtvt».b:B ocr. of sa.c virus to a^utatiors li a 
oJi'jt -■< * ♦ it *< fx.r Tcr* „i,a» nous, 



14 



coacsntrafcion of 330 per ml of incubating culttrre 
isediiiis, dfcA&tsiQtsiaBOEi*, preferably at & corse s sit rat ion up 
to iff" 6 H t or S 1 aK&cytidine, prsferabljr at & 
concentration ol 15 /*M, to give rise to a fraction 
containing a detectable fora* of. snid virus, 

I si another embotliiBeat the iavention provides a 
vehicle for effecting sai<S conversion fro* a 
uon-det actable forss of retrovirus, to a dCitectftl'U fona 
vsfLleh comprises a cultures en?yiU3i can tabling pfcorfcol 
layristaie a<s*tate pr*r&rably at & concs:ii,waioa of 33Q 
Kl incubating culture wefliuai, dexwsetnasonft > 
pr.-5fers.bly at a coacffttration of 10 ™% &f &' 
asyuytidins , preferably at a. ooRC«ntratioti of 3.5 jiK. 

The invest ios is ftot restricted to the details oS 
the iorsgoing osisbocUsefit ssrscs the virus xs not 
aecesftarily located only *o monocytes, furthermore, 
other hormones may b« used to initiate or enaaa.ee 
replication of the virus by expression at tae levy! ft! 
transcriptions 

By way of a more Kpecii^c MnbadissetA of the- 
present invention the blood collected for fooaocyt<5S 
preparation c&n be treated with sodluta or Utbiuis 
heparin -ithout iirterferring with tee jaethod Xor 
preparing suonoavclear cells. Dioo^ farther be 

kept, preferably in polycarbonate lubes, for a period 
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of up to £ ts^rs *t aiound 4 d*$r>K<£ C before 
U4sdergQirk^. ifyn^Mioiear cell separation. 

The jcos omiclesLr cells t,an be* £urt v *er sM itred at 
aroaad 4 ingress C f r up to £4 hotits *fiea a.R a 
&uitsbl? buffered ^Hulon. 

F^rthe more said culture j&tMitiifi for tncifbation of 
said raonooytes or sKSKorsxtcSear cells can be prepared 
wlT? or without antibiotics. Said ©edia contais-ng a 
*rtiii<ibi<s? feed as partieai&r a good prosetr. source, 
prsfer&bly festal, oa^l ssrus at a ouiiceLtrat ICR at 
oe**e<?n 5 and SO preferably ?,5 12 5 per -tct mo-c 
prtsfer%bk> lo psr cent. TV< pK of &sud eisdiupm being 
kept with* ft Ums ra&ge pH ©.8 to "3 preffraolr to 7.6 
especially ".4, JmJ culture biediiia* boiRf, supplied 
with aj.r containing CO^ at a concent ratios of 4-3 
percent prffsr&My C percent, ftasa culture bsia^ 
s^ird aised at $ tempers tisre of bet*eefc M &ad 4^ 
pt^l^Tsn-ly betueuj. 36 and 4£> sspeci&Uj degrees 
C. The itscrool s-yri&t&te acetate, c&sj s*dd$<3 to said 
3i«*^uT> 4t arsy period during tn* iacubal lot* j> rondure 
out bi-« fee tdiied a" >a<s£ a day.- b*£i.rc the reverse 
transcripts^* assay Xcr bat-t results. The parsed of 
jiioubatior t-eiiLg sERiut&i&fcd for up ta 30 days 
pi-? fornbly 6 Si^-Har factory appl> 5 1 

uss^t jfiiR* o- ■dcxasrethasonS' are used. 
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riu u£ h b«ui a t N ?^gs 1 0 tc U) I? e-1 o 

luI u t < ne-ui^T p fie^n j ?«U Ml lot ^"i >*. iiU^:a*e 
acetate nrti a*"* 1 " k to *" M >^6ifc. aU.v & toi" 

^ rduUi rc*u ic eel o ^a. T e 

rapefttett as necessary. . 

f N-*ig sj>v! rv v, c- 1 - a- ri3*s r g cu ^ ~u t< it f t»a-« 

■iorrt i~ ■ii In & I o~ *i t'V lex tAi^i i * 

s=jl~a e r* 1 tint** v^l a ^ * N ^ut* ^^'^^ 

%lrus s,o i %h* iis* vet Hh.i; ^bc t n t. ya. J th> 

f. b% tt x (initio a* fi^O-feEk ^ iC to 0 

Sa*>1 su^jntiU^it ccR5aiftme; s*t<t viral 
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precipitate sain viral pari ;clefc. saiu cent rif us&r .en 
being r^rn^ out aX to UUi,0O s pre;>?&bl> 

12.0AV At 4 degrees C to 2V- dosrsts C lo^ 5 to 1*^0 
Bimutes preferably for 12 ;riRiile^, 

In &no*rer scon, specific «?c.bodi"-eit tJv 3Pt.ee: LU*s 
!3*aas prov.a*4 i-j assaying revere tr&tascnpi **>fi it- 
sls^tmeRt uron iw vublhty of tit* Ton«oyte« or 
K^iuiu^ltrar v—lls. *hi.'h van. U Jtet^ain^i sr. 

emotive dotf-r^E^ ^trourjis a;ti\i*y v. tilhr 

,tsl;*» or ?eii&le stt^ccis. \*itfc breast cancer. 

In j<et a futlhsr s^rc.fid cT&oJicuiit the 
presort i Atntx^n lh<?r* is provide,. arrt.-od fl 
ch.-K^-T.g &n motive tr^KtnjpRt & paw icu^i b?>^; 
cancer . 

\lv j>re,sciit inv^Biiop »Uo provides m & specific 

such as rat,!M**cToroy with or wiiuont ly-.ph ttade 
rlf.- ranee, KaUt*d radical susteetcsFy, mhiilieJ 
ratUcai nastu^toay, iiifcdrdb*ecl<«c,» or h^ecto^y »ith 
or *tthout lynph node clearance the ratr <viru* 

prsser.t in the sono: uci€&r cells or «i^£.^t.-j ttT fro~ an 
n.d-\ idnai sr&vir.g hr^a^s ckru>er. 



"CiUcnt v t Bhit > its, a p^tml ^Ir^ad,' r<i< " ♦c^^s 

b^t v opv, r tixluu ladie^l A- t^toc^ ( fu^'Jit" toe 
&? a. ccsmoiHat-iois of a 4.1. 

S.S k.c oi >*v * t ^ &4-> r- a t&t'c tiea'i v.k^ f or 
% + ~1 q- etrk\ w al -nL lutuis 

ird oriru^iuu, op ic a 1 **t\ I^mols, tne or 
wrrl or re- rowr*! ml. biter*. 

mI, t* o-*, .og i net, 



IS 



0(>rx> ^t] IT'S* <v t ^-ik >l^^- p r r r««r'~ * c* 

, i ^» ol tU ^ * o- r ^- + j d*U *hi 

t/i^cc iff, . " t^-v ^ w , j >*U\'t 

* .ovir-K p*«~t ' -1^^ c lie, f ' » !*y 

ir^u^t lag 1 * wjt^b or n uaiA ^.jss 

r- . > Tb* uia, or rt>t-j"iJMl st stor 

Tie ci^-oeu^ts H<? * i-td ^e"* i Wf ^* 3> 



1 



20 



Preparative Sxa^plt ! 

Blood Collection 

Pern <h<* *1 \ ^ ioqs bi.oi {4u nl e^-lerttd 

§ prefer* at* - * e ~v ^p^r- -al ! le » vV* si^ td.se 

j ~gj: p&M-t*;? ttz? tu^ t: rs-o*t>vi clinic 

^It.-cja^e, it l*\ it >i L^rn ler , ;»\& .C * -lid 

b^tM&TOiOg^Ct ^ ki'-U/^i 1 * ri\*.ai.od ui n vl J al ities in 
10 te^Uut pxi^i^i t3 or cort^ol*** 

^nri t f C$1 1 Sfijararior arc ^s^U Vjti.irat a' 

< tcj an 1$**^, SusLaQiii^visti ^oar &1 of CI laical <*i 
Id is. -,ato:rv It \&hii£*xi<. 1 Si ^4^" - , pa^ 

s^BSSi prepared frot P,Q a « '^CI t O.JJ g ^ , 1 . * »r ^£ 

st;(sn.i.ei: «isti.ljt«« waaer. 
^0 ^!ji,of v^b v,p-r^ verier o*i i m "tin rih 
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p*oj>sti*fd *V ra^l.i^ 3 jarta of Irrctll l.K 
*it i 1 par" ot i.0 ^tat® s*r*ryth U^e'fe sodium. 

ls,Li ie 1, lp -^.c <U x IfM nuno i*k Kfcr c^ILs v^rt 
s; p^iz&a. : r * t* " of ^erccO <ei*^it* l.t'Tn » .'^1 -and 
P± J £, V si ycu> carbon*** c<-<itr*tvi-'0 t-uo* CWk- , 

^erro o<5 *cp cf th*" Utter. '.1c fbf «as 

t^Ttrftturt. *JiCJt Li.nr,i\^Atiua, « t« of ,.vns 
o^ild t i<ic rvitittt . t k* i ^B'.cvte sru-'. b v,_ d fourrl 
^ the »A*if*f o% tw 1.03? a^vi " 1.U6^s/tI 

uu w isd ^ t-i^ca -olc SSS t "S3 r> 

^a^le oi **>-1p tAn for \on-$ *-cHu- tftfr^^ 
s^inine, t(K*I anil vi*biUty rojit^. Th. »ot&I umber 

jfifiiCiiiiisi prt 7,1, 

0e.;$ ware ocMjm-UG in. a jacujw toast, ter . a> d 
vUMUty rtet*rri^ ^ vryp*n fcUs rtj* ductus . 
^oswi vjomc eau***3 stfcUiint, usert lay the rci.U^ 
Van es. e^* » i U'/l Aanr^sh Jour is! wf Pat iMf£y T 



All ct^l nt^irU<u iomfc *®r- carr:<?a oat a^irg 
st^rtl? srai^r^ AiiQ so,, at i ens? i*i & Uiritai f 1 t-ood 



TABLE I 



ri&CVNT DUKE IT.. CfcMu l 'Y5 



Stock it Oh <= s ? '-«n 

<sb3) <nU) 



Perec 11 sug, 1 • 057 g/ml 
Feres II «.g. 1/0SS g/mi 
PsreoII s*g-« 1,074 g/tal 



€2.4 5T.6 
SG»00 §0.00 
33,65 43.35 



Th* no uicytf s* £r<vsr. j.vfionts an<3 control $ *®rs> 
sisf rented 2 ii Eaglet ra^dium suppS ensiled v>?th 10 
perc^t, foetal calf seru^ fcftd Fhorbot rajrifeUtt? acf^att 
i,3»*U rxg: p^r si c-f ouUwe biediut;}. After <3 d&yer 
iiicubatu^ degrees C in 5 perrcst Co in air. in a 

ji-jst xJ:.*i.cti mr^t-af or, tic supernvt&tit filt^ri*^ 



at ;E Utu Ajy kr I'Jt m.Us zl IS degi^K C £\r 

*i* 1 Of T.h.v, nd^u- 10 „h "tn-'-hCl pft 
S ftV S^CI, ? )M SLDTA^. Tor s + iTaKrion c' gi£ >t ceU 

Ticrosrorv rhr -j* ieK were su^£* :<3td t .as^le'* Etuii^ 
(1 ^. tor ^ssati\* >Un^ el*utro< - v r>,sc.p\ 

10 g*utdr3Ktf> *L^Ji.oii, Uva, nv^'-a it» p \^hr L jiv^t ic 

Ki\CP.3E ISANTI 1 ITTASF 

THe jM»siispend«d fc-Sb speed pellet* otc^neti frvxk 
15 tue c*U-free culture nedlUJU o£ incubated siuiionuelear 
ceUs? or jEonocstes or tr&K' mouse maja&ary tuuuai o&ilw 
were disrupted by the addition *f the Boi»ionlc 
detergent (iiaal conceat ration 0.1 ptsrcsa- v/v) 

and dithioti^itol (fiaai ctQccntffetion 5*0 **M) ana 
20 iRc\*bavisg ai; degress C for IS sbiisuIss, 

Rtvers* tranbcriptasft activity wa^ assayed by 
.■sft'^ui'iag xb<t incorpcMdtion of ra^iioact iv*;y labelled 
dCTP irU* ac^d-p-e^rnable cater*ai, i*p*fcdisr.T or th* 
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iwri.* cf * ft *^.li2tvC RSi tenpiit^- The TtaM.uT, si- 
cortain-ss, v> a iitiAl o± . ^ 1 i' 1 ^ 

e\t*'*k ► 5 uirol triV-HOl yil &*« b ^ w jarcl 

k'II. rt.S^inoi MeCl^ , C16 j^>l *>ACii nAUj laTl^, iGTP, 
,\Qo Jiao* o'-T, 5 /Ci .alpYi'*- i'J rtOTP I >"*0G Cx/nnl\ 

res r I hoar, Tue r*?Att_QR ^t^pp*.: tU> 
atK..tJ.t>Ji o: 0.4 rl ^ H r^r^^t *,\ > *r :^ei c 
ac.a UfO Ah- *& >C 01 call tLvina^ *A. Ifu I'KA vr», 

M U a C>7C gla^-fibre Mr^r and *a&fcei JO ^ 

^ ^r-'vut f£A. Tn* i art o*<Uvit\ ci. ?l*e UJie- 

] t^p&t drive Ex-^npiK ' 

Ir Uis, tU* tr^'Oiiiur* i a*. k>? PHivtstus 
Ex^-Le 1 ixcK.t that- in tfce r ^P«*t'on t^r 

. t!>"i 1*.-* Jitter* acc 

Ire b.oo"CVt*.a or ir *ow: It tns pit ents 



PbcrN J s&yrisxst** a v*ate at & cjao«srtTs.ttot* S J 3 J n£ 
pe w si oi ciltun? tedium or 5' &?ic"< *4/'j.tJt, at I, 
Alter c licvbstti^ 3 1 C in o4 CO^ m 

stir, in a Hii* eufi&o iacut)&t»} , tiu bupcrjuat sa^t 

(ei:2U^o« »2 t y,UC lor Vi nuiLifE i 4 5 rs:e«; 

i. Fl j ipvfrs, t>f it ra.pt ms^ *<^o/ tir? r^U*. fc^e 

o 3, 1^ n\ \AC* - tV ferVA^v Fo- str*Ul.J>. l * i 

ppj Jx>n at v*a <vti Ov, <*\u:.i I fci (v^tes* jj- 1or oltoi ur 

M*>re f ) ion with ^Ii i t<iv4l^hut-("a\Msits, 

aixej *itli pJOHp ► t i-*o ^rkpnt and 

8UCH0SE. OMMST 

A &ig& «p*ed pellet was prepared fross the 
ceU-free cuiture asdiutn of iticubatsd auinocytes from 
patients with breast cancer as described previously- 
The pellets sere resuspeaded in p.1 o£ T,X.E* E^siuia 
ana lays- red gji diseoittirriouss densities %f suenxw 20, 



30, 40 aud SO preset in T.S.E. ^raexi ent and 
ceiltrifiigetii (pref srably but not necessarily it* Seck&an 
S»6S rotor) at 130,000 xg for Uj boars st 4 degrees C, 
Frsetioas (250 as!) were- collected by pierc;Ug tfie 
bottom of the tube, diluted Ac T.K.E> ceatrifuged at 
12,000 Kg for 12 raininess and the pellets '»re assayed 
for reverse transcriptase. The density of. the sucrose 
dfcte rained usisg a r<3.f r&ctw»tsr . 

Exastspls 3 anons the revsrsfe transcript. sts>& 
activity in Uie eell-rr&e culture Biadiuia lu which 
Sftoiioeyiefc or asonGGUcl^ar cells trttfa pat .tests ^ith 
breast caacer had been ^ndubated k&k associated with a 
particle having & buoyant density b&twen 1,155 and 
l.if g/tsl on s, mm-om $&tx&i.tf gradient * 



Fract4.0Ei 


g/ssil sucrose 




Misiber 






i 


i.as 


20,000 


2 


1 .28 




3 


1,26 


2,000 


4 


1 »S3 


soo 


S 


1 .21 ' 


2,000 


6 


.1,19 


500 



2? 



■? 


1,18 


40,000 




1*165 


37,000 


9 




4 000 


10 


X.MS 




11 


1,13 


200 


xa 


1.12 


300 


13 


1*11 




14 


1.10 


60S 


15- 


1,10 


40 



Es&mpls 4 sho^s? the results obtained usiiig xh& 
preparative sr.*tfeod 'I h«reicbtfor* described iu wfticii 
the chemical dexn&as.hasojv3 used In the cuHursr 

Eiedi\isi containing cionoeytes or asosonisLiifessV cslls. In 
which t t ' v ttc a tU nrciw ^e. c-vUs* 



re- « *-I 




No »i1 




wt' (its 


*t-« v n&<i ii.r 








or retro- 




virus 


iu 


oo itai tfifc 







H .tip + *on 



20 



tract ioa 
ts.n oult-urftd 

of trednt 
cam t r 

lT«0t -5> 

frcn oa'tv^d. 

Example S shows tfc& importance of dexajBethasone 
on t e rse transcriptase activity ia a patient with 
or? as* ca oer. 

Sample Reveree 

tjeaaseriptsse 
activity 

t«al*t*d fractioa 2770 C-pa? 

prep&rfcis from (6.1 pi tholes <3CTP 



sBoaocytes or lose 
ssosorsuclear cells 
vl a. br^ass caacer 
p&tietst treated 
with aexs^E-'tbaBOEe 



Isolated fraction 

nsotsocytfes t of & 
breast esactsr 
p&tisfst, not treated 
with dexan^Uiasoa* 



620 ©pst 

(1,4 pieo»l0S iCTP 



E\vs*p e 6 sac*; 
t i e-^ cristas activity on 

15" \T^t\i 



aojap&Tiso&s of reverse 
sol&tsd f^&otioas * of &fe 



Isolated fraction 
u f control s^l> J e ct , 



traaseriptsise 
Activity 

incorporated) 
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of control subject, 



135 eps 
ir*e«rpo rated.) 



Ex&iapl© 7 shows ehe effect of d&xasisth&sone ia 
cultures of monocytes or jaoaonucle&r cells, 5* 
aaacytidia© in cultures of monocytes or laosKsaiidear 
cells and Pborbol asynstatft acetate Ir. cultures of 
»onocy*«* or raoftOBUCiB&r ceils in tsrass of averse 
transcripts activity m a patient wita breast; cancer 
usfiii& S4g + ^ m UK> assay. 



H.t , Activity 



pfcesrool syristate 

isolated fraction 
AK&cytidiae 
treated isolated 
frae Slots 

tr*?»ta>i isolate 
fraction 



11 2? 61 epas 

(248 picossole* ^CtF 

.ia&orporstfed) 

9718 epi 

{17 pieomoles dCTP 
2410 cpa 

(5.3 pUeml*® aCTP 

incorporated) 



Si 



culture cont?.in\">^ ftft jnc>^oIt^ oJTP 

ace t; ate 



B*T. Activity 
42710 epsi 



(4Q pieoELoIeg dCfP 

Uaiuple ? .hows th*> efftrt oi t »c i*_ri«.Mi of 
Af -o 4 en tTao^w. trot & j^'trt vii - t.^^L . v"- &a.i 
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viral -etiwtuUt©*, mm* Kg2* in thm assay. 

fisB® E*T» Activity 



at i toys 325§0 cpa 

tit* 15 -days cpm 

(78.7 picowoies 

Control subject® 

at 10 250 cpa* 



(0*5 pieaaolss 
tiCTP incorporate*) 



IS gays 810 epm 

(0.7 pie 



Eras? I e 10 sfeows the 



offset of the Use oi 
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^euU ^^-liui ot tH? cMi-fr*^ culture i-Mav irs Vriiiufc 
^uocyteo raosiuau clear cells; *©r<? iftcu\\iu& or 

Cancer, 

Time B..l% Activity 



1G 



7o4"J0 cpt 

7TC10 c~!b 

incorporated) 



Kxaasple U shows i !« sffeci of iras*ectt>Ery oa 
reverse t r&nsunotase activity m patierte with treist 
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Reverse transcriptase activity is sxpreas^d in 
tpja pst 4& )Ji of s-a$ple asd picosiDles of dCTP 
incorporated, per 45 pi of smpl®. 



Patients before operati 



50927 cpia 



< 



5 01 48 cpis 
(110 picoiaoles) 

27547 cpm 
{61 picosBoles) 

471 7 S cpm 
{104 pieossolss) 

21774 cpia 
{ 48 pi£;oEi.olss) 



3 raontts after 
opera si ok 
54712 cp-ffi 

pieoiaole®) 
317£tls cpp 
( 70 pi coaxes} 

52744 cpis 
(116 picQraolss) 

24050 cpra 
( 53 picosjolas) 

51£S4 cpsu 
(114 pi consoles) 

19524 Qp5E 

( 43 picoisolea) 



E\.&&pltf> 12 ahuAB the effect of iaa-< t eotwy *tU> 
20 lysipn no lie oiearaflOe OR ravurs* transcriptase activity 
in patients witK breast caiscrr, IWerStt transcriptase 
is KKpri-sstfd in rpT per >Sa ul of £<a ufla &r-d pieostoles 
cf u\."sr incorporate per 4f pi oi s&rple^ 



Fatlemts before operation 

1 a?i$4 cpa 

(60 pi cobles?) 

2 !&m cpa* 
(40 picon:el*iS> 

■3 401 H cpm 

pieouaoles) 
4 2 5 6 cpts 



ope rat ioe 

4,N f BwB cpns 
*94 pico>u lea) 

(SO picoca&lfts? 



E>;&sipU: 13 a a owe T&a effect of ^fcpfceteeray wish 
U&pii aoas clearance followed by & course of 
r&tUotiii>r&py to ths oh«st wall and the axillary regiots. 
Reverse transcriptase activity is expressed as cpn per 
IS 45 jil of scrapie or picoiaoiss ot dCTP incorporated per 
45 pi of sample. 



p&ti^nts before treatment 3 jBonttui after 

treatment 

1 £2683 cpm 10195 cpa 

(60 pieoHotes) (22 pS consoles) 

(37 pico&oUs) (IT pic.GEsoi?«) 



3 cpm 38576 cpjR 
(1G0 picoiaoles) {8S picoraolss) 

4 Sj?34 cpU 97BS 

(70 j>ito!Boles) (22 picoraoissj 

Example 14 sho*s tae efsect of t&aoxiifcn (t&k«<n 
by p&tieate witii breast casicer) on i-cvorse 
transcriptase activity. ftevferse trwwcripU** act Iv icy 
U expressed as cpa par 45 ;>1 of sample or pjooiaoles of 
tiCTP incorporated per 45 jil of sarapls* 



Pati^ats before treatment 
1 5079*? cpEi 

( 40 picoiswUs) 
( pico&oles) 

{ $0 pifiOJESSle®) 



3 snoDtJsa after 
treatment 

£457 cpss 
( § picoaiyU-s,! 
314« cpjR 

S3a#!S cpac 

44U2 cp& 
(SO pkcoEioIes) 



ExfeiapU 3 5 shows the effect of dilfcreat 
concentrations of taraoxifca on reverse transcripts* 
activity. The ^rug vae added diitlag tn* iR^batioT* of 
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sionoSyt&s fir giorcormclfc&a* cells fross a patient with 
breast cancer* Reverse transcriptase activity is 
&xprs>sssd ir* cptt 45^1 of sample ami picoaoleK of dCTP 
incorporate per 4sj.il of saatpls. 



150 sig. per P;l taTnoK iters 



300 ess: per a I t&suojci^eti 



600 ag psr as I tamoxifen 



Reverse tnitiseriptsise 
&etivity 

cpra 

1 IT pictjiaoles) 

■ h / 4 3 cpai 
( L . 6 picesaoles) 



15 S*&iGpls 18 shows the effect of difieross 

cone uiit r&tious oi asB^roxyprogestero&G acfct&te or 
reverse transcriptase activity. The drug added 
during the incub&lioa of raonoaytea cr monoauclsar ceils 
frosn & patient *Hii breast cs.«ft*r. Reverse 

20 transcriptase activity is expressed t» cpas per 4S }ii of 
sample and picomoles of dCTP .Incorporated per 45 >a of 
SMapts* 



3S 



Re^er^T transcriptase 
activity 

K gsi^s^MTrogesl ?roeiS< 25016 cp» 

HU* psr a I sved.Ofy progesterone IC^S ep?; 

■ {2S ptzm&lm} 
2^0 tig sri Ft^r-^Kyptx jresteroao n A"fM cyaj 

f 5 picoiTioIes) 

^X&Uplc 17 5*.0»^ th<? affect o -Iluorourao^l on 
r*vorse traas.criptat© activity. <iri.g wac a (Mad 

dur * >{, tbe iiK-ai^t j u.i of scopix^ Us »--r iisascKU^lear ifUs 
from b yatient breast cancer, Reverse 

transcriptase t ctivity is express as c^r per 45 ^ of 
!-^pK> ana pi«»->j1sb or dHl iacorporat art pt?r «$■ j»3 or 
sample* 



Revere transcriptase 
activity 

ISo dLrsi^ 22010 epsB 

( ? piCQIDO^S) 



Kxa&p-is 18 show® the effect of amijRGglistethiiside 
op reverse transcriptase activity. The drag was &<5dsd 
during ther incubation of raonocn&s or aofionuclear 
c*U* froB a patient wita breast cancer. Reverse 
transcriptase activity is expressed in epe per 45 p\ of 
saaiple and picraoies of tlCTP Incorporated psr 45^1 of 
sample . 

K^ve-r&r traaaenpt as? 
act X vi ty 

So drug 33715 ^ 

f72 pic«»ole«J 

(1:2 pieomolss) 

Example IB sh<s*s the efXest of taxoxite-*. oa 
reverse traneer.pta&e activity. Toe dr«* was ad<tea to 
tse incubated monocytes acraorLvmlear cslls fro^ 

pat Ji ttits »itb breast csaeisr. Rivers* trpn&f r iptagp 
activity is ^Jtpr^saud ia cpsi per 45 ul ff sample and 
ptiWiLMles of UCTP incorporated per 45 jil cf saaple. 



Staple without tamoxifen with tamoxifen 
I 44546 cpx 45s 20 cpsn 
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(9S piciytaole-a) 
3&?92 cpja 

(57 piC£fS(OlSS> 

38117 cpas 

<S4 p-ieojaoles) 

ay 170 cps 

(44 picoiisoles) 



g gl;7 cm 
(14 picosiieles) 

S3 5 cpas 
(3.8 picoatolss) 

(4Q picoiaoles* 



Ssa&pls ~0 iJiiov»s tfei? effect o£ i:^:t;i>Jf<in 
reverse t j^ftsscf ipt&ac activity. The <5rrg *as added 
firing the revfcr&C; tr adscript &s© assaj: t? pallet 
frosts supers at a at of isi-rub&'UHl nanor.yte& or 

foononucJear cells froia s psa.ls*tu with breast cancer. 
Averse t rescript as* i& fcxpr&s&ed in cpn per 43 }il 
sample &tsd pieoisoles of dCTi- 5 incorporated per 45 pi of 



Reverse trsiss^r Suisse 
activity 

without t&«Kwrtf*n A" 332 cpa 

(104 plcoasolefs) 

. wills tamxltm 489 

pieoiaoles) 



41 



CLAIMS 

sa^* virus cQK-?r\F^K t prxp&iing a &i*por&*t.* of 
T*.<t i*t, , Cutting saiQ CiU'it^ a d st?A^ £ i * 

* nets oslx ion ox s&xa culture** 

^ ^^ica as* ^la^^nc xk c-&m 1 CO 1 iiir^s^r.g tto 
s^i" nt ing i ^^trov^ra^ costs: iis.ct\c 

ffl^tsvo .icvlS hii«.oi* IB *» . th* £or-, iso-ie . 

4. A »ieU>cd as ca A a. clain 1, 2 er S, wiueiO 
tt.e leuK^&iA u' vi'&l or tttsov-i^l in 4 cms. &s«*»t - 

$\} 5, & r*lbk<? as elai*s<§ it olai-s U w^rem tb 
ciitiito iK\iUiJ> «.oraerise% Cake's pec v s tsusflcTt tt.d 
fckf 1U foorai edit ^fJii, fr^<r ijuvt)^ + ior tiM N ^fe 3 
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■sisris Sitt. sestet* 332 i>£ per ml c ! )ncilu*in£ 
Cultures jasaiui3i.il 

0. k itttnod as claimed is iilsi^ t- VM^rcm t be 

.RCUt^tixjE ^ earned tut &T bvUst&Ttx&Uy tlegrt.^ C 
§ ard 5.x an at a, ^pr\prp if CO-, in &xr» 

retroviruses- x n &t nceyte 6 ? s^uur jvle^u cells 

co.EprUxrg biiLjectit^ * culture ct saul nUs to 

10 t_"* sotiv^ dMXwUve ube^of ot oZ l Iclkhi OS oticr 
vuJ or rii?iJ%i2^I itsa\.cng; st**g ™ ff>r™ a ret rcvi His 
cc a t £.mins tr^i v ttO"i and si i „ s re*;j f,g xbfc fra^t.Ofi to test 
j^oe^carrs tor JptccviRa s&ic viru^. 

IS gl-ycoeo* t-ifoia f-praone -t. tin for" it ti£XA££ttst,has»<„fce-* 
9, 4 utitod clause- la *.lan " cr o vrhsreia *h? 
ItUK^jna ur \~r&l or retroviral taduoirit tt&eul 
jAiorbol rayii<*ts.i»e ac^lau 1 ox £' surest idj, s, 
iv\ A tiie^acd ay rl^Mi^i 1R clA\ai S « 9 co^ptxi^Bg 

20 iti^tilatu^ aaiJ cult ira cells x?i tfee prcse-sce ot 
Aior'» I wjrittate su^Utv {330 ns f>er t&: of iiraba«-in£ 
ir^nut^ IQ"* C K ttesa^et'iasose or 3 It of 5j' 

A^ariCiaiiip, s&xd r^ti-*v;ru« co-nvaininf; Iractiou being 
s^uj^cd to d-r^i^t Miis. 

2§ i;. A jo^U v i>« as reared in anj ore _ lairs. 7 t> 1C 
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testing* 

^re^n d<? metier meats* iso-p-l** a **n&rs»e 

13. A PuHtv j &*s U&arti ir F-*n one ot 7 u> U , 
*tMt"r t** ut + tctiot* ^a^-s co' j flimsy p* t r v>ti\ e ktSii.nv 

14. <i -U s.s 4i Ai!n ! i» ^> vU^n- " to 

format :i«>Ki * 

15. * af, daiTert in a 1 : ~>? N oi c^rs, 7 to 11, 

r #&ct last s 

,-vi tar* u tKauCV^^ ^louuc.tsir 0^11^, ta ! £>- tr> i 

< u, tare Uv j orespaO'S of sOi v~ount a 
glu* ocomoo-u or of a 1« ^sis or oU £.t vi3\*l or 

pi.^nt to jiu r«o ia u*« to panicle* 

cootrnias s*i« rtTWiras at i sut»jec*tig said 
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17. A aotfcod as clmwd in claift 14 comprising 
subjecting said culture of Monocytes takes sTtoja said 
individual %o bs screened and subjecting sai^ 
cftistrifuged filtrate to & soreeaiag aseaas- to tSfctersiine 
the presses of said retrovirus. 

18. A js&tisod as dais^d in cUm* 16 or 17, Unrein 
the glucocorticoid is tn tht forta of dexss^thasK^e - 

13. A wtbGd bs el biased irs claias 10, 3 7 or 
wher&in ths l^ukessiaL ot viral or return ir&l iGducing 
d?ug is Phorl<o$ ayrl stats asct&te or & 1 as^cytidice , 
£<o, A method of converting a rson-aet >?< tfcbie fcmn of 
retrovirus it? a detectable fc-rs, of said virus 
characterised by subjecting & special* comprising 
iaoaocirtefc or roorioauclesi" cells ci sitainiing a 
lion-detectable form of <s&3.d virus?, to lsicybatien io a 
culture aseaitua is the prosts&ee oi « glucocorticoid or a 
iaukefoUi, or ether v 1.1*1 or retroviral inducing ae*i»* to 
give iisr? to a trasriots coat&lujjift a delectable foras of 

21, A eisthod as claimed 1ft el&las 20, wherein tbe 

glucocorticoid 3s in the form of dexaasethasone. 

2?. A »*thod as cJaiased m claist 20 or 21, wlsereia 

Che leukemia or viral or retroviral ind-ic-ifig agent is 

Ph&rbol layrtstitte acetate ox 5 f ftss&cytidiafe. 

£3, A vefaicl* for elJes-ciRg conversioc uf * 
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Bop-dstertable fore ol retrovirus to a d«teotftble t*v* 
»-hicb comprises & culture medium coatMaing an 
effective amount ot glucocorticoid hon*5tm of ua active 
derivative tnereof or of £ leukeaU t>r oUk>i vital or 
retroviral *nduciu£ ag^rvt * 

-4. A v*mcie a* jUiaed in cUiit £S« *her«jn the 
gUcocorUccid U la tfc* forts d*xaaatfc<9?oae fc 

A veh-^^> eUircd ra claiu 23 or £4 . wherein 
xbc- leuU-ma *r viral or retroviral induct a*ent 1b 
Phorb;>l ryristate or 5' asacytidiue 

26, A «*tho4 of detect In* the elseet of * dfuu 
tr^tr.^T tor prophylaxis for a carcm^i* co^risif»e 
f orating & ratrovirus-cwafcii^ns tracts fri*. aonc^t** 
or mononuclear c*lU eonUlam* 8 virus ly A method as 
ctaiaed ir, auy raw £>* el*!** i to 6 la the prases of 
said ilrsig* 

-7. a laoUa^ ae v-lai^d in 1 *r.d substaaiially 

Afe hsrt-^f^ described *ith referee to any ol the 
forego rag Ex&og) lm . 

3A. A v*ftici* eiaiiaed in cUia 

sybetanUally as hereinbefore descri&fid wxiti reier^s 
to any of the foregoing Exaap:«a. 



